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= (54) Title: REMEDY FOR PRION DISEASE AND METHOD OF PRODUCING THE SAME 

(57) Abstract: It is intended to provide a drag which is efficacious in treating a prion disease and has a high safety. A remedy for a 
00 prion disease which contains a mesenchymal stem cell as the active ingredient and a method of producing the same. A remedy for 
a prion disease which contains a mesenchymal stem cell, in particular, a mesenchymal stem cell having an anti -prion antibody gene 
transferred thereinto as the active ingredient and a method of producing the same. These remedies can not only prevent the progress 
of a prion disease but also contribute to the recovery of nerve dysfunction caused by the disease. 
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tJ?pCAcc/44BlL)^^Abfct^:^3J;^;?-^!>;?^MSC^cj;^90^$;^^fc^^^OT^y 

[0019] [E|12]72-5^^^fcf*44BlirL#:^. 0f^Wr3l:7°y:^^^)H^^>W'^rj^t^|^rt^ 
[0 13] 72 - 5^#:^fcfi44B gif ra:^ y :^>-5lS^^>W'>;^ KB P^S 
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Associates (1992, ^XXl2000(DWiK); Ausubel et al.. Short Protocols in Molecular 
Biology: A Compendium of Methods from Current Protocols in Molecular Biology - 
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Cold Spring Harbor Laboratory Press (1990); :io j;tJ^ Harlow and Lane, Using 
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[0024] -frM^ t^fi^^fflJJS^bT. ^^^WmS^t^mM^Wmm, (MSG : Mesenchymal 

Stem Cell)ji:dSfe6„ ^^T^r^mj^fi, —mK. ^#:^«^i-§»<3D^lie^;fe 

^\^i-isk/bmi^i^itir^wms^xh^o mm^wmmu. ^mwmm^mxnm 
K^it-r^m^. ^mnmm^m^j:\^^xm.mm^^mK^ihir^m^. ^^ha--^ 

[0025] ^ti^xmrn^wms^^mm-r^TiiK mskwrnm.^. i^\H<Dm<D^ 

mm. (mmmm) ^mmx^^-^mm^h^^t\z:hmR\^x^<o mm^^mmt 
'wm^^hu^^tifc'wmmmtstt^^^h^mi^xnhti^o ts:^. mm^^mm^^ 

giL-CV^/^v^#M*Hm^ m^J}m-i^=f^^^h<D(D. r^^^^?^fflJ3S^I^CJ;5 

Km\^^^^t^^x^^o 



wo 2005/094846 



12 



PCT/JP2005/006189 



mmmmmmxmmir:5t. m^mm^mm (mm^nmm) -^ta^mEsmm^ 

[0026] Km ^T. ffJE^^rWiJiSi:}*. m^^mi^^mmt^m^timm^m^ 
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x<DmM^i^^ti.n^mt}^^<>fcms^^miro ^mmwmm^. m:k.\t. sh2( 

+ ), SH3( + ), SH4( + ), CD29( + ), CD44( + ), CDllb(-), CD14(-), 
CD34(-), CD45(-)(^#tt^^-r§»-e$>§;^S^ ^tlh-^—^—i^m^m 

So 

. w^jfiL. ma^. m^(DmM(D^Mmmm^hn^^t7i^x^^^mm<D:ztx:h 
5o '^f^m'nik^(Dmm^mi^xn^^tf)^x^^mm^nmmtmm<Dmm^^ 

:^mmKm^x»'^i.\^^mm^ms^t\^x\^. •wmmm. 'wmwrn^^^mK?^ 
-r^t^^x^^o ^(Dm. :^mM<Dmm(Dit!''^v\mtvx. m^ikmm. mnskm 
m}^^mmm^mif^^t7!)^x^^o 
[0028] :^mm Kisif^'wmmm. m^mm. Mmmm. mmrmmmi-^L-^ ^mm 
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:^mnK^\^X. _hfBii>l^<D«5>®(D'0r[J^bT(*. Lin(-), Sca-1(+), CD 
10( + ), CD11D( + ), CD44( + ), CD45( + ), CD71( + ), CD90( + ), CDIO 
5( + ), CDW123( + ), CD127(+), CD164( + ), :7^:7^n;^^^^(+), ALP 

[0029] if^mMK^\ii^mwMK\^. 'wmmmxxi^Mx^xmzMmmu^T^mx^^x 
m^\tm^isLmm. m^^k.m'^. i^fdi±m%wmmi:y)^7^m\^x%fzMmm'i^^m 

i ^mmmt^^^t-m^^ir^mmxh^tnx.hti^o */c. w^^^jj^-^^^ff: 

9^mm^KXoxmm'r^^tnnmxh^).nm^^^mmm(Dmmt\^D.^x 
i^m^x. ^^^m.m^<Dm^h<Dxh^. ^<Dmmmm±<D^^m'i^^ts:h<Dx 
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[0031] ic^if^mis^^T^mn. mK.it. ^mmm^hUMi^ti'wmmis^. m^stm 
v\ itmi. 07~i. ig/'mKDfgfflizi'^^tL^— ^(Ditmo^jia^M^m 

^b<f*l. 07~1. 08g/inl(O$5H, mx.it. 1. 077g/ml-efc§„ ^S^ffi^'il^ 

[0032] Mi^m^^^it. ^-f . #+it!ji^ J;«9^l^b/C#M?S (5~ 10 ju 1) (IL - 1 5 

^2ml+Ficol^3ml) Icim-^U M'L^(2000rpm-ei55>^)b. 

ml)^ttffii-§o ^(^¥1^lHflS5>W^^IS(D-i5fe^(7)fca^f^Jt#^|^(NPBM 2nil) 

it^vtimis^^muir^o ^mm(Dm]^i^m(DWMMtvxi-i. ±m'Wsim^'h. 

Xh^m^sk:A^hm^ir^^th'^mx^:6o 
[0033] ;$:|&eg(D^J3^^^i^(Dm<^^#^*^ -i-M^iiSs m^ikmm. h^\^^itMmskMmx 

^mm-mm^^xm^^mmm^^mxhox.^m^mm^^^i[:i.m^^^mmwm 
mimm^^mm^^t^ms^^mxh^o ^mmwms^^^t^ms^^mit. mx. 
it. 'wmmm. m^ikmm. h^\^tMmskmm^^hM't-i^mLxmc±m<Dmm 

n^^t^^x^^o 

[0034] ^fc. ^mmwmm. imm^wmm ^^t^ms^i^mit 
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mm^i^xmm^mm'\j>^n^\ ^'t-^. itmi. 07~i. i&xmKDm 

x-ntmic)ts\:^fc^m{c-ti^f£mmitii. m&mm^t^cotcib(Dmm\^'(:\ mm 

[0035] Mci^m^^^i^. *-r. ^mmm^^huwLi^ti'wmm (25mi) -^tiit-m^sk^m 
^(DPBsmmKmi^i.. ^^>o(9oog-eio5>ra)L. tt^mm^PBSicm^L^xm 

MEM^ 10%FBS^ l%anti-biotic-antimycotic solution) (cl^^-^L^ ^>C>(2000rpm 
-SOTT:. 5%C0 in air)o 

2 

[0036] ;$:^5g(DjMJIS^iii(OfficoM#{*. #MJteJiM. m^mmm^WL.xmkMWM 

mn.. Lin(-). Sca-1( + ), CD10( + ). CD11D( + ). CD44( + ). C 

D45( + ), CD71( + ), CD90( + ), CD105( + ), CDW123( + ), CD127( + ), 
CD164(+). :7^:/n^i^^^^(+), ALPH(+). =1^— y-^—- 

f>^h^'L^'7^m\^XWtz.lL%^(DmW7^n(D^t^h. _btBLin^(D^J3^^B-^-;57— ^ 

[0037] ^fc. ^ttlSI]i^;O^fe^^^bfc#M*0i}^^ i»^jfiL«5r. 800g-eJtm(^J^:Cfc5>fl 

(-+5>^^^F^^ ^^T^gs<feJiB^'L^^fTV^. itmi. 07~i. ig/mi 
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mm^^<Ditmicft^\:^tiiiLm^^i!b^<DK-t^fj:mm^M^i^. ii^. io~3o^ 
ra@s-efe6o mi(Krr^ms^^m(Ditmit^»^v<m. 07~i. 08g/mi<z)^H 

. mx-it. 1. 077g/ml-efc§o ^&^WM't^(Dti}^(DmWt\^Xit. Ficoll^-^Pe 
[0038] ^#:^!l^^-l^r«\ *-r. #+iSI]i^;0^^^^bfc#Mlg*fc(*J^^jfiL^lRl»(D^|g 

(PBS + 2%BSA+0. 6%i5^:3^>'^•:^hy!>A+ l%^::^iyy^-><>hl/>^h-9'-fiy^/) 
^r-Sf^^-^L. ^C05*?C05ml^Ficol + Paque|R(l. 077g/ml) i^^M-^L. ^^L^(8 

oog-t?2o^rBi)u. m^^jja^^w^ttmi-^o ^(Dmmmm^m^mm(Di^^(DtL 

mz.i^mMW(aMEM. 12. 5%FBS. 12. 5%l>-^jfiL?f. 0. 2%i-^yv^b— /K 
20niMli^. 0. ImM 2-y^/V:fy:fh^^y—/^^.2mM 1 ixM 

Kan/V^y'^-, l%anti-biotic-antimycotic solution) icWi^l^. (2000rpm, 1 

i-§(37"C 5%CO in air)o 

2 

[0039] ^mM(Dmm^m(Dm(Dmm\^. •wmm^. m^ikmm. mnskms^. -^tMm 
^^^h. _hiEAci33 (+) (Dmmmm-^—^-^^ir^mm^m^ir^:ztKxvn 
07~i. igXmKDins^mi^^'^MMis^^m^mii^u ^(Dm^^m^^h. aci33( 

+)(DWi^^^ir^m!&^^\mi^ir^^t\zX'ommir^^t^^^X^^o ^^X^itm^^ft^ 

[0040] A#:0-y^^-itfi . ^-r. ^tii!]i^;e)^^)«^bfcHf iii^i^^L- 1 smm^^xm^v 
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. ^^^a(L-15 + 0. 01%DNaseI, 0. 25%h]):fiy>. 0. l%=iy—^^—^ 

[0041] ^nh^mmwmmimm^wmm) . mnmi^^. h^v^i-iAci33m^mm^^ 

*fc. Aimmmi^mK^'^ti^w^wmmiz.^^itu^^m^tL^x. mK.it. ±m 

^fc. :^mmi^^i>f^-:fv:t>'m(Dmmm(Dm^^^j^tvxi-i. mx.it. 'wm.mi^ 

. mmmz.m^<D^^^UQK.^^t^^x^^o bfc;6So-c. ^m^mmmmxit. 
7f}^7b^^^m^^mmm^mm^^m^^tL-x^t^:fv^:ymmm(Df:L}i>(Dm^^ 

±m^m(Dmtvxi'i.mmm-^<DPvp^''mmmm^^^^i^^ir^x^t^mi^i^co 
mAy^^mifhfi^o ^^x\ Prp^^mmmm^i^tit. mK.it. ^i^m^^n^prp^" 

ti^i^x^^mjj^MMir^o ^^^^^mmt. mmm. -^tdt. mmmi^mm.^Kxhx 
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[0043] PvP^'^mmmm^i^^H^i^n^mm^tL^xi^^ m^i^prp^^mmmm^^^m 

[0044] if mm t-*5V ^T. *rL:7°y:^^^^^(i , PrP'=$5 J;-a^V*fcf*PrP^'fC|^^ Bftg^c^^ 
m^\t. Fab. Fab' . F(ab') , Fv, dAh^^X^m^'&.^'&mM(My\fi}ft)^mfh 

2 

fl^i)>. PrP'*5j;U^V*/c}*PrP^'=(cf^^Brtg/ce^tLe>i^^cD$|5^^t>^-^i-§o * 

mm\m\^^hti^i7i-^\):^>^m'^prp^''mmmmm:^'r^h<D^^ 

■k.\t^ ##fP:SCife2, ##fF:i:i)t3, Enari M et al. 2001. Proc Natl Acad Sci U S A 
98(16):9295-9, Peretz D et al. 2001. Nature 412(6848):739-43, Gilch S et al. 2003. 
J Biol Chem 278(20):18524-31/^^t;ifS^$tL/ct)(D-^, V^-f tL^^fi^Zltf ife?*Afi 

mm^m-^m^mmf^&m^^'^^^^- mummos - ssee 0 ^mm^^-^ 
<{immiT @ immi^^mQ) 2001^9^ i4 0 K^m-^fitz.^^zfv}'^—^^ 

>-72-5(^f6#-^:FERM P-18516), *d j;m4Bl (^f6#-^:FERM P-18515 
::^^V-~^ly^^'t^^tti^X^^{±MEn&n U et al., Gilch S et al./^^^^#M)o 

^■^-r^o ^(DXbtm.m'i.wz.^\^x^^u'&.K^\^<^ n-oxm^Ymmt^h<D 
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[0046] :^mm(D^-^v:t^^^^yin.i$^<D—mmtvxi-i. 
mm. 

(ic) tuiE (la) *fc}* (lb) <Dmm<Dmmi^^m^mir^^^. fj:^mmm^^=^—vir 
(2a) ga?ij#^3i. 33^xu35:d^hts:^m^^hm^:^n^nm^^t^mm. 

(2b) 5tfe^^=iw-Kor)$iM(;ij;i9tulB (2a) <Dmmtm-'(D:^V^:f^V^=^—Vir^ 

mm. 

(2c) tfffE (2a) ^fcfi (2b) (Z)^^(DiB^IJ(C^M^^i-^/55. /^*5f^^^^S=3w- 
(2d) ttflE (2a) ~ (2c) (DV ^T;ftd^(D^^(D>|BM^. */c{*^(D»f>H-ici;?^hy^i^^^ 

h/c&^#-e^>-Y:/y^-^Xb. ;6^o. ^^^^Sri-Ki-63!Hy-<^^K^lKl#(^atM^ 

^-r§^y-<y^K^=3-Ki-§^^. 



wo 2005/094846 



20 



PCT/JP2005/006189 



Bueler H et al. 1992. Nature 356(6370):577-82) j;«9. |R)-^f>;^^^y;^-^i5^^/^i^ 

[0048] ^■:fv:^^^mt-m^^(D^^—=^^^^^z.\i. '^m^WMxm^<7^i'iiM(Dm^^ 

RACE (Rapid Amplification of cDNA End)W^Eo:><ik^(D^'(Mz.Xy). ^^CO 

[0049] i^mnxm\^^^ti)>x^^^-^'):^>^w-mi.^t'L-x\t. mx.\t. ^f*m^jt 
m^tmw-mmM.m^tt^^fi:^h(Dx-h-^x.mw-MmM.^^iiK 
(ia)ia^j#-^i. 3. 5. 30. 32^x.xy^3Af)^hfi:^mi)^hm^tMum^^t^wm. 

mm.. 

(ic) ttfiB (la) (lb) (Dimk<Dum\^Mm^m'r^iiK ti:^mmm^^-Y'r 



wo 2005/094846 



21 



PCT/JP2005/006189 



(2a)iB^j#-^2. 4. 6. 31. 33^xxf35^^h^j:^m^^hmisi^ti^mm^^nmm 
mm. 

(2c) ffriB (2a) ^fci^ (2b) (Dmmmmi^^m^^ir^^K ^^m%mm^^=^—vir 

(2d) mm (2a) ~ (2c) (D\ ^'rtit^<Dmm(D^Mm. ■^fcn^<Dmmc^hv>i^^> 
^Jfe^#-e^^^:7'y^-1'Xb. ^^^^ mmm^^=^—vir^:^v-<:f^h'tmm<Dmm^ 

f b^^/l-^N '^Jx.fiSambrook et al.. Molecular Cloning: A Laboratory Manueil, 3d 
ed., Cold Spring Harbor Press (2001)-^. Ausubel et al., Current Protocols in 
Molecular Biology, Greene Publishing Associates (1992)^^l31^^$tl/"CV^§o 
[0051] :$immWi^^^^Xm\^^^:^hVl^i^^>hfj:^Wi^. 65X:X(D, 3. 5 

XSSC, :7^=i— 7V0. 02%, :^])\f^/V\i°viVh^l^O. 02%, ^->tk^T/l-:fV^O. O 
2%, NaH PO 25mM(pH7), SDSO. 05%, EDTA2mM;a^^>^^§^^'f :/y^Vif 

2 4 

. ISMig^b-^hUl^A/O. 15Mi^:3i>'^-^hyrj7i^^ pH7-efe>9, SDSfiK'T'V/V'^ 

c/0. lxsDS(^-C68°c^-e(D^M^-*5v^T^5fe#i-^o fe^v^^^, ;^hy>-i;^m:/h 
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jfe^^-r:/y^Vif — i^a^^fi. ExpressHyb (^^^^) (Clontech1±M) ^^^^CD 

[0052] mum(D::^hv>i^^>^y—^^\:^^'^Wztti^mm^mf<^mco^i^. umm^^^^ 

ai:^v/g>^^(Berman et al. 1984. Proc. Natl. Acad. Sci. USA 81:7176)^ DKAE — 'f 
^:^VylyVy^^-7C7a^-!7^y^^^^ :/l3h:7"7;^hjill'^ (Deans et al. 1984. Proc. Natl. 
Acad. Sci. USA 81:1292), 'llM^TLC^Wi^'btiTKW— iX3>-) , U^J^y— Agfe-^, i^KU 

f£^i^m^i^^mm{cm\^^^t^^^x^^o 

^^^mAx^^BM(Dmm^M^ir^o ^^^—i^mmma^DNA7f)^hm^^ti 

nhti. m%^^^-i^^(Dm^x»:&'^mmM^xmm^ti. ^^imm(Dmm 
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[0055] ^(D^Kmm(Dmmmmmit^xxj^9-^^—iyaiyKxmA 

um^'\^(Dt'ibh^^^fhm^tcui&T^^^^^^^<^m^=^—v^x\^ ^^mi^^. ^ 
<Df^mmmt^m^mi^^n^mm&3tf:^mm^x^x^m'^mtf:mmm:^\^. 



wo 2005/094846 



24 



PCT/JP2005/006189 



Am^!ii^(Dmti^wmv^£^ ^m^ia^. ^ffm-^mi^i m'^^tix\^ ^^tv ^^ti^, 
[0057] ^mMK^\^^x^m^i:^^^—i^. mmKx^^ mx.\^m%W}(!^. ^^i^. -^-f/v 

[0058] jt^^^^Ji.i-i^:^^^cCi^iPBa^j<^B¥*H^cett®f*. ^mw^fci^Mmmi^x^xm 

[0059] #^;I^ffl/c^|^IPBa^J^^ . «>Jr (r>^%Mm. w^n^. ^xx^mAm^^ 

'^-^i-^^eis. mm^n^. mm^m. ^a^v^. ^/cf^^^i^isajia-ecDa^^^mt- 
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[0060] mm^^m^\^x\ m.'B^^xwi^^<^M^mmi-^(Dict^^ifmmfi:^(Dm 

m^m^^^m^^'^^^t^mhtixv^^^m<D:fu^—^—^^ir^^t^^x 

^mmi^T^ymti.xmm,^ti^o 
[0062] :^mmKid\^x. mm^imM^(Dm.^^mMz.mmz.m\^^^ti)^x^^^^jv 
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W-^i^^lclRGD (Arg-Gly-Asp) ^^—^^^t^^^^^WX^fd^^yr^^^—'^^^ 
al. 1998. Hum Gene Ther 9:2503-2515#^#M)^^^l^J;o-C#Mi~^-^505-e#^ 

[0064] ^^m\m\^hfh^mm^umM. -hiEcoffi. ^ux.}*. 

[0065] ^mm(o^')^^^m^mmn. •f')^>''m(Df^m^^^M^^^^^^'r^n>^ 
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, T^^T^yi/^B, n^riV-'K. T^h^i^-^i^y^. ^nn^, i^nn^:/, 

E-64d7fe^'(Ov/>?.7^-r^^:/i:i^T— e'P£W^J(Ji|EDoh-Ura K et al.) . :/n-^v?^. 

T-t^ti-^-J^^fl:t^(D^^J^Ti^>m^^W^ (±^Korth C et al.) 
, *°/^:7^y^^^^i3v/T^^/^^'(D^h^t°ti— /k^(_htBCaughey WS et al.) , ^ 

/vtK^yV, 2-t°y^^':^/V7}?5/i>'v?>T/V'7'''tK2-^/y/vtK^y:/:j3j:tF2, 2'- 

5^^h^;^7^^7^^M#:^=3-Ki-5ae^«^i^(##fFJcmi). ^.e^U^tii. PrP 
'=53J;t^/^fcf*PrP^'=(cM'^i-^i^®;fei'dS^(f^>tb^dS^rtbe>i;ilSS$^^ 

[0066] PrP^^DiD^V^/cJ^PrP^'^fCf^-^i-^i^aiCf*. ^:/y:^^-^#:^;^c{*-^(D8(f>i- ( 
##fF:iCFl^2. ##fF:Scm3. #r?l2003-144148-^<2^#. #^2003- 
321498-^<2^#, _h|EEnari M et al., _h|EPeretz D et al., _h|EGilch S et al.T^^if^ 

51213^^#). 7°^^^y<>^V, ^9^^y<fV8lf>t*5j;tJ?^(Df|^#:(#^2004- 
501626-^<25f«) ?fe^^5^(f fetl^d^^ r<D5-^PrP^'iiMPS.W^tt^*i-^^><Z)^S 

[0067] *fc. fe§i^a^SprP^^J:t^P£#fgtt^^i-§;6^:^;6^{*. #112003-149237-^ 

ny^/v. ^ynny^y>'^hyij7j^, ^ynny^y>'^hyij7A/.e^)^, ;$:^9g(D^J{;i 
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[0068] ^mm<DmmM<Dmm^m\^xit. mm<D^^ici.xrfm\^timm^mm(^m^ 

^n^w^^^u mmmwi^xmmm(Dmm:i^m\^^:zfhx^^o 

m:k.it^ii^^mKf^^\^x7i<.hv<\^^n^^(Dm^m^w^\.n^mt(Dmm^^ 
. i^f:ii'immmm(Dmmm<Dj^x^mam^^mx^^o Mx.it. mn^^n^:^ 

n^^i$^hi^<nmi^. Mci^mia^. mm^'^^m-^i^^. m^m. fumk mm 
^mm^m. ^mm. mnmk es^^j. ^^^mt^^ftrnme-^^i^^ 
~m^mii>htif^mMmmi^mM^th^m^mm^mxmmir^^t\^X'ox 

mM^7K^.^t'(D}^^'i^^/i^^m^^xm'M<DmMMmKU-oxmjjir^^t^^'x:^;^, 
[0069] mMm<D7Kmmtvxit. mx.it^M-Am7i^. :f}''^m^^<Dm<D^^M^t^ 

[0070] J:oTt> j:v 0*L< P ^^"C 

7!)K ^m^jt^^^xmrnmi^^ir^^thx^^o ^/c. s^^ra«M^ra-et>;ftNFr^ 
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[0071] :^hi^^mmi-i. MM^^^m±m^j}&(7)^mm<Dmmm. ^-^v^^:^^ 
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[0073] ifm^n(Dm.(Dmm^. f^^_h#a»cD^7°y^^^#:^#^^femi-§^^^'a-ti' 

i^^^-r^^^y^Kitmu ^ti^i^^HKWtmir^^fv. ^MjK^i$i(Dmmiklii^ 

h<D=t:!Ky-^'— (Sidman, U. et al., Biopolymers 22:547-556 (1983)) . ;t?y (2- tKndr 
iya^^/Vyi^yV\^—h) (R. Langer et al., J. Biomed. Mater. Res. 15:167-277 (1981) 

. *DiU^^R. Langer, Chem. Tech. 12:98-105 (1982)) . ^/VTir^— h (_h 

tBR. Langer et ah) , ^/cf^^y -D- (-) -3-tKP=¥v'g§^(#^BS60-54326 

f?!j;t(^\ Epstein et ah 1985. Proc Natl Acad Sci USA 82:3688-3692 , Hwang et al. 
1980. Proc Natl Acad Sci USA 77:4030-4034/<e^^^#M) o y^y— Afi, /Jn$ 

V^(^200~800:^-^^^5^><.^^— A)^SM-efe«9. ^(DmM^Mit. 7^30mol%<D=i 
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xts:<. mmm7^immi^fc^Bm.m^mm:^n^fz.i^. mm^ts:m^:dmnx^^o 
(D±wm^^i^^mB^. mm<Dm'^^mMir^mu^ mx.it'rn^^—'^m^ 

. ^/cfi. i)^^^^mmm^^^m^:^'7''^^^^^i^^n:^':^'^^^MtL-xmm'r^^t 

[0075] :^mm(D^mmMi^. i^\H<DBM(D^^^ mK.i-£. ^irmm^. mm^n. m^\H 
. m\^. mm\H. M«f^. mm^. w^m\f^ti:timmi^xmAir^^ti)^x^^. 

^^b<}*o. i^iomg/kg/s. j;«90^b<«o. s^smg/'kg/'e-efc^o 
mmmati x lo^'—i x lo' ms^ykg, (mmu-^) *fc{* i x io'~i x lo^ 
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^JS^/kg (#0Ri^^#)-efe«9. »^i^<m X 10^-1 X lo'm/kg (MBff^^) * 

fcfil X 10^-1 X lO^mS^XksiBm^^-^) . J;«9^*L<{*5X 10^—1 X 10^^ 

Ji^/kg (MBif^-^) ^fcf* 5 X 10^-1 X io^JMJi^/kg(#jmrt^^)-efe§o :rcfcL. 

^m. i^m. mk a*. mm<7)^^mm. ^^^m^xxi^^mm. m 
[0076] :^m)^<Dmmmm<Dmm:fjmt^fc. ^•^v:t>^m^i&i^^^M^<DmmKm 

MK.it. Current Comm. Mol. Biol., Cold Springs Harbor 
Laboratory, New York a987)fj:}f(DJcmiKmm^tlX\^^o ^•^V:t>1ffCW^mB^ 

^mmi^m^^^^t^^^x^^o ^fflv^§#'^. AMe^tcfi, :^mmcomm^ 

mm\t. mm\^^mm>^(Dm'¥. mK.\t. mm(Dmm&. MM(D-'^mm^m. 
i^m. mk mm(Di^^m^. u^mm^xxfi^^mm. mmmm<D 

^m. ^}t>^(Dm^\is isxxj^m'mmir^mmx}t^wj:ti^}t^\^xm'M:mmir 
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:)j^<D^Wl:^^\\'±. Vile et al. 1994. Ann Oncol 5 Suppl 4:59tCfBft$tvTV^5o 

[0077] ^mMmmmmxii^ mm^mm<D^ :/v:ti^m(Dmm^mmm^mmir^ 

K^mmir^tci^(DM^'^^m^ti^o ^^x\ mntn. mm^mm,<D\^m^WAx 

m<D^^m^m^^^M. mm(Dm^^mMi-^mm. m^mm^mMi-^^M. 

mmm 

*tMbfcy=!^tf -^>-hPrP (rPrP) fc^V ^~i^^U4}l'—Ohihiro^m^'^^^m*^h 

ui) t^m.^^^x^^4-^'w—^^n. itL^Prp^(oM'^'l4^-ov^-c;^^y— 

^^VfciKim et al. 2004. Virology 320:40-5 l#^0o 
[0079] (l)^i^CD^^ 
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;^J©^^m^i57^— pRSETB(InvitrogentfcM)^ffiV>T. ±mMi^'^'^:^PrP(D2 
3—23 l^til+g m ir^mMx.:^V^^^}'^ (rPrP) ^|Sm$"&/Co rPrFit.mXi^^iC 

PrP^^J^^bfc(_hfBKim et al.#fl^)o 
[0080] (2)-^'^7>^(D:l&^ 

*f^lt|i^i:bT10~12Mip(^Prnp-/— ^!>^(Yokoyama et al. 2001. J Biol 
Chem 276: 11265-1 1271) ^ffiV>fCo '^'^^\Z.±M^W^200 }x ^^yn^l^V^^T-J 

[0081] (3)isajiag*^*5j;tj?^N-r7^yK— ^(DiSiR 

^^itfCo #^>ttfc/N-r:/yK— ^(Z)J:§#_h?f^rPrP*5j;U^^^MPrP^'^^J^^bfc 
ELISAt;iJ;«9^i?y— ^^-^'b/Co rPrPfe^V ^(i*tMPrP^'^SJi£^i-^^#:^S^-r 

[0082] ^iife^i2 : feprp^ /^vi-'i';v^.^(DVTV^mmm mm\^ 

^t^-^WM^MMl^/l^ (Race et al. 1987 J Gen Virol 68:1391-9) ^0. 1 — 10 g 
/mKDa^co^PrP^yi^n— ^/V^#:^t?i^ffi-e3 0 ^i^^LfCo j^^^l^* 
^l-. ^J3S^PBS-e?^#^L. 0. 5%Triton-X100, 0. b%'f:^^^^=^—/vm^V^) 

'^M.^^t^W.WWX^UMl^. 20 g/ml(D:7°n7"^>'df-^— ifK-e37°Ct^T20^ 
^^{bbfCo :7°n7^-r>^=3r-:^— ^^K(Z)^'l4^2mM(DPefablock^;!jPX.T#ihbfc#. 1 

00, 000 xg, 2\^m(DM'L^\^X.WTV^"^mU\^f^o VxV^n^^::^^iy':fxi^y\-m^i. 

[0083] ^.TcD^mm-^^^t. ^(D5^PrP^'ii?itPW?£tt^^$^.e;i^o/c43C5 (IgGl) . 

hmz.^ PrP^'it5it|?i-W^tt^^bfc72-5(IgGl, ^fe#-^:FERM P-18516)*d 
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j;tJ?44Bl (igG , Sfe#-^:FERM P-18515)(D3®(DxN^7'yK— ^^ffiV^/Co 

2a 

[0084] mmms : m.'^v:^^^m.{^m^^(Dm'^ 

(1) ^#:»f5T-(Oi5^n— ^^i/ 

Rapid Amplification of cDNA End)^^XXfRT-PCRm^X^i^l&U^(M^. IS 
^^'i^LfCo 5' -RACElfe«SMART(^^^^)RACE cDNA 
Amplification Kit (CLONTECH^tM) ^fflV^T^TofCo ^i^MiSi^^ti^=^>^(Df:i 

[0085] [^1] 



1936 (iB^J#-# 


9 ) 


: 35mer 5'- 


- TCACTCGAGGGTGGGAAGATGGATACAGTTGGTGCA -3' 


1937 (Sri^J#^- 1 


0) 


: 32mer 5' 


- ACCCTCGAGTGAGCAGTTAACATCTGGAGGTG -3' 


1938 (ia^iJS^l 


1 ) 


: 36mer 5'- 


- CGCGGATCCTTAACACTCATTCCTGTTGAAGCTCTT -3' 


1940 (aa^d## 1 


2 ) 


: 23mer 5'- 


- CTTGACCAGGCATCCCAGGGTCA-3' 


1941 (iB^iJ#-^ 1 


3 ) 


' 25mer 5 - 


- CCTGGATCTGCTGCCCAAACTAACT -3' 


1942 (iB?U#-^ 1 


4) 


■ 25mer 5'- 


- CGGA/VAGTGCTGTTGAACTGCTCCT -3' 


1943 (ia?iJ#^ 1 


5 ) 


■ 24m er 5' 


AGGTGCACACAGCTCAGACGC AAC -3' 


1944 (ffi^J#^ 1 


6) 


■ 33mer 5'- 


- CCGAGATCITCATTTACCAGGAGAGTGGGAGAGG -3^ 


1980 


7) 


:26mer 5'- 


CGGAGATTTTGCATATTGCAGCAGT -3' 


1982 1 


8) 


:28iiier 5'- 


AATAGTCTACAAAATCTTCAGACTCAAG -3' 


1999 (K^iJ«# 1 


9 ) 


:23m er 5- 


CAGTCTCACTTGTCGGGCAAGTC -3' 


2000 (IB^J#^2 


0) 


:26mer 5'- 


ATCTAAACTGGATGTGGCGTAGATCA -3' 


2001 (SB^!J#^2 


1) 


:23mer 5'- 


GAGCCAGTGACCTTGACCTGGAA -3' 


2002 (K?iJ»^2 


2 ) 


:23mer 5- 


CACATTGCAGGTGATGGACTGGC -3' 


2003 


3) 


:25mer 5'- 


AGTACACAGCTCAGACACAAACC -3* 


2004 (iE^J#-^2 


4) 


:23mer 5'- 


CTCATCCAGTCCTGGTGCTGGAT -3' 


2006 (iB^iJ#^2 


5) 


:24mer 5- 


CCGAGATCTCATTTACCCGGAGTC -3' 


2007 (ia^j#-^2 


6) 


:26mer 5'- 


ATTGTCATTOCAGTCAGGACTCAGCA -3' 


2009 (fa^j#-^ 2 


7) 


:24mer 5^- 


ACTCAGCATGGACATGAGGGGTCC -3' 
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[0086] RACEfflcDNAfi, j;5 tCbTp^bfCo ir^J:^:^^. 43C5, 72-5, 44B1-?: 
tl^tKD^RNAl ju gfcl, 5' -CDS>^^^-^— 1 n U SMART II A(^mMM):tV=f 

4''tr2^r^#-.?^b/'o ^ti5 X First-Strand/^:y:77— 2 u. U DTT(20mM) 1 1. 
dNTP5:5/i5^>^ (lOmM) 1 /i 1, PowerScript (^^^^) o^^^^f^l 1^;!JPX.^*^ 
10 At l^L. 42^-e90^^>'^::^^— hLfCo m^72X:X-7S^mMmU 5* -RACE 
fflcDNAirb/Co 5'-CDS:7'^^-5'— T^2(D^J(Z)^ffiV^fCo 
[|ft2] 



[0087] ^^<Z) Rr^^^C)5 ' -RACE}* . TIBOm^C*-^:^^— ^^^i^^:^ (^4) *d j;U?RA 

^^(^|l^;z^^;j^^^^^/^;5^^i^ (UPM : Universal 

Primer A Mix) ^ffl V ^fCo 
[^3] 

^3 

Long (0.4 idH):5' - CTAATACGACTCACTATAGGGCAAGCAaTGGTATCAACGCAGAGT - 3' (ffi^J#^8) 
Short (2 inM):5' - CTAATACGACTCACTATAGGGC - 3' 

[0088] 5' -RACEffi:/^^-^— (GSP:Gene Specific Primer, jt'fe^^#^6^77^-^— ) ^ 
LTf*. 1940 (43C5, 72-5M^). 2002(44BlM^)*3j;U?1936(43C5, 44B1^ 
^)^fflV^/Co Rft^l^. 94'C5#. 72'C3^^5ih^i5^/V;94T:5#. 70'C10#. 72 

°C35>^5i^-r^7V;68°C10#. 72°C3^^25f-^^7KD^#-e=ff ofCo 
[0089] [^4] 



Al 



A TTT(T)2oTT 

G 

C 



G 
C 
T 
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*4 -^x^ — ^yi^xo^m^ 

PCR^U— 30.5/il 

10 X Advantage-HF 2 PGR /"i^yyr— Sjul 

10 X Advantage-HF 2 dNTP ^ X 5 //I 

50 X Advantage-HF 2 V ^ 5. ^ X ljul 

-^St 41.5/zl 

[0090] [^5] 



^ 5 5'-RACE s.hi^mo:>ms^ (mil ui) 





5'-RACE 


GAPDH 


UPM 


GSP 


5'-RACE m cDNA 


2.5 


2.5 


2.5 


2.5 


UPM (10 x) 


5.0 


5.0 


5.0 




GSP (lO/zM) 


1.0 






1.0 


5'-RACE GAPDH -< V — (lO/^M) 




1.0 






ItO 






1.0 


5.0 




41.5 


41.5 


41.5 


41.5 




50.0 


50.0 


50.0 


50.0 



[0091] KT-PCKWMm^^<^Xn<3fCo fiP~^. l(Z)cDNA. 1 u KDIO n My'y^-^ 

2 

CEmi^mM:Vfz.-h(D^m^fCo RT-PCRffl:/^^-^— irbTf*. 1941. 1942. 1943 
. 1944(43C5, 72-5M^S^fJi^). 2001, 2003, 2004, 2006 (44Bimi^S^|M 
i^), 1937, 1938 (43C5. 72-5, 44Blg^^SH:^) j;tJ?1980, 1982, 1999, 
2000, 2007, 2009 (72- 51^1^ Rr^^^^)MV>fCo 
[0092] _hfB(D j;5 l;iLT#^>tv/c#^#:ite^co Br^^*^*5 J;t;?:e^^^(DittI0i^ ( 

cDNA)^, 2%T:ffti-~^^Mzx^'m^i^W}\^x'o^n^^nmmu f^m^n^^ 

^*0/^:/K^§3^)t±ib, i/^Xlf— X&i;iT)^^b, TOPO-TA^n— 

RACEffii^^tl^^kb, 5>^*/55^*P^/^;5^o/c7^700bp(44BlVH-700), 800b 
p (44B1VH-800) (D2;2^(D^^>'K^T;^'c2— >?^y/vj;«9§]J9t±ib, if^^^m— 
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[0093] (2)ia^J^^ 

_h|S-e#^>tbfcy^^;^5K^^ ^:=^-^U^y:fiCX^, BigDye(^®t|©^) Terminator 
cycle Sequencing kit(D'^=^:^TMZ^<:>XWM\^fCo irf^t:>'h. 400ng<Z)7°^;^5:K 
DNAlil, 4 At l<DBigDye (^^^^) . 2 u, 1(D5 X iX— i?3z^/>(>^^^5/:7x— , 3.2^1 

(Diy—^^>y^m:f9-f'^— (ipM/ At 1) ^XX^mM(Dm.-(:t>yi<.^lJWx.20 At l^L. 

f-— (Perkin-Elmer GeneAmp i^M^W System 2400) IclTPCR^ 
Jt-^^l--ofc{35^4^/^:96°C10^^\ 55°C5#, 60°C4^)o ^tCPerforma DTR^/]^ 
mM^—hV^yi^'(:^B^^^f\^^. KV^5/i^-e^^^|^^. 20 l(DHi-Di*/Vi=vT 

fCo IB^iJ^^f^ABI PRISM 3100^fflV^-C^fofCo 
[0094] 43C5m^(43C5H:BS^IJ#-^l) . 43C5^^(43C5L:@S^IJS-^2) , 

72-5Ml^(72-5H:ia^J#-^3), 72-5|S^(72-5L:BB^J#-^4) , 44Bli 
1^ (44B1H : @a^J#-^5) , 44Bl|g|^ (44B1L : BB^J#-^6) CD6®(DBa^J^#/Co 



[^6] 

^6 *r[r'J:^>in;f$:5i<S^^©«||^ 











4 3 C 5 H 


116-172 


173-527 


528-1501 


4 3 C 5 L 


111-167 


168-505 


506-827 


7 2 - 5 H 


74-130 


131-476 


477-1450 


7 2 - 5 L 


38-94 


95-426 


427-748 


4 4 B 1 H 


149 205 


206-559 


560 1552 


4 4 B 1 L 


90- 149 


150-397 


398-806 



[0095] ^1ife^r|4 : M^U;^V;HT#:j»feq^(^^m 
(1) 

43C5, 72-5(DIgGimi^f*. ^^fJ^^EcoRl/Xmali^^h^oitKXmal/Bg 

l/Bglll-et^^kb. ^tVl-^^M*^ (CHI - 2) EcoRl/XmaI*Dj;TJ?^^MI^ (CH 
2-3)XmaI/BglII^3^^— h7-r<^^~i^3:/-e# Ab. pCAcc/CH^ftMbfCo ^ 
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V^T. rtl/^EcoRI/BstEII-et^^bb. EcoRI/BstEIIi^-f h-e^«9|±JLfcBr^lM 
^(DcDNA^EcoRI/BstEIIi^^^-e^^y— i/a^^^-gr. ^^>^^;??.5;KpCAcc/4 
3C5H. pCAcc/72-5H^f^Mb^Co 
[0096] 43C5. 44B1(0 k ^®{*. BT^fJJ^^EcoRl/XhoIi^-rh'e^«9mb. ^SM^ 
^^XhoI/BamHIi^^^-e^«9 fflb^^TofCo hcDNA^pCAcc/E 

coRi/BgUifcia^-?— ^y^^y— iX3:/-eif Ab. ^^>^^;^3:Kpcacc/43C5l, p 

CAcc/44BlL^f^SLfCo 

72-5 K^^fi. _htE-e{'^Ml-^cpCAcc/43C5L^EcoRl/XhoI-ei'^{lib. ^ 
^^^ilEcoRI/XhoIi^^^T'^^9mb/cR^^^^^^fAbT^^:/9;^5KpCAcc/'7 

44BlIgG mm^s Br^fMi^^EcoRl/PstIf--rh, ^^^JJ^^Pstl/BgHII^-^ 

2a 

h-e^«9t±iL. pCAcc/EcoRi/Bgiin^3^N— ^y^-r^^r— v^H^-eif Ab. 

;:^^KpCAcc/44BlH^f^Mb^C (|l|2#fl^) o 
[0097] (2)^i^(Dm^ 

65^::7V— hi-, 293T|fflJ!a^5X10^m/'!>m/V-ei2B#r^i#aLfCo _htB<7)j:5 

^i:e^(;ioV>-C(D|§m:7'^;^5:K^^tb^tb2. 5;igffi#b. lipofectAMINE(^^ 

o 48B#r^j:t*=^. 293T^J!^^Ia|ltXL. ^Mit^^. al^^#-eSDS-PAGE^fTo 

fflv^T. ^#:(D|§^^?^IMLfCo ll|3^c:^i-J:5(-3S7C^#T'e5>^^*l75~l80k 

[0098] SiJ/<fll,i^-t?tt. h9:y^:7^^h293TmmcX^6^m^nfcifiWi^^:y}^^4^ynhi 
SA&fCj;«9^ftbfCo ±fd^lll#tc^^#:(D^m:7°9^^K-e293TJMJiS^h9>';^:7 

T^-^<^^IgG^#:Mv^fCo m'&(Dm&K^J:^XDKO. lM(Dmm^<^yyT—(pU 
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iiL^-^y^^-r^fcisbK^ -Y^ skm(:f^^y^^^i^M) ^150^1 IX ^a^/umwi^. 37°CX- 
imm-^^iy^:^^mi¥^nofco :f^^y^>^mi¥m. 0. 02%Tween(^^^^) 
- PBS t;iT55>x 3111. ^^az/]^^m^U mm\(D:fvi^y^:yifM^m^tio 
[0099] y^ti^y^^^^^^(Dy°u—hic, mmn^±^^^^XX^^ABm(D'^^:^igG^m^(D 

\\ 0. 02%Tween(^^^^) -PBSl;i-C55>X SHI, ^'>m/V^?5feitb/Co ^V^-e 
^^a^MClOO nimMV. 37X:'ei5^Mcm^. Rlt^^^WX^^lN H SO ^50 

2 4 

l/l^ai/V-e»L. 450nmt;i-C?a!lSbfCo ^O/^^. 44B1. 72-5*5j:t;?43C 

[0100] [^7] 

«7 





4 4 B 1 


7 2-5 


4 3 C- 5 




2 3 0 


2 6 0 


1 0 



[0101] (3)mmx.^i^(DKm\^ 

[0102] mmm5-M.-fv::ir>^^.f^m^^^^T^/f7^;i^y^<D4^m 

-f^i^— hcDNAfi|^Ji0!J4-e#/cpCAcc/IgH (pCAcc/43C5H, 72- 
j;tJ?44BlH), *3j;t;?pCAcc/'L(pCAcc/'43C5L, 72-5L*5j;U?44BlL)/5^^) 
ClaIi^^h-e^#:^t'gT■cDNA^^^9t±^L. i5^^;^5/Vi5'fefeT**t^LfCo 3v?.5K-<i^^ 
— fi, RGD:77-^/^— gir^^7-^Vr>^yV;^^^|a-^;5pWEAx-F/RGD/ClaI 
/CIAP^'Kfflbfc(Nakamura T et al. 2002. Hum Gene Ther 13(5):613-26)o 
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fCo ^(CGigapack III Gold Packaging=ar5'b(Invitrogentt::M)^^fflL. Jb|E#cDNA 
^'^tf6^0=3>?>5:K(pWEAx-43C5HL-F/'RGD, pWEAx-43C5LL-F/ 
RGD. pWEAx-72-5HL-F/RGD, pWEAx-72-5LL-F/RGD, pWE 
AX-44B1HL-F/RGD, pWEAx-44BlLL-F/RGD) ^f^Mbfc(Bl5#fl^ 

NucleoBond BAClOO-C^SbfCo 



[0103] (2) ^:/y::^^^#:jt^H^^-g-^T7^V'^^7V^(D-f^M 

llife^!j5(i)-e#/cmi^x.=j;^5:KDNA20jug^Pacm^{l:L/co t^^ki^^. 
:7mi^>'3>-^-eh^vj^:7m:^hbfco 5%co -e— i^fei^^L. edta-pbs( 

2 

2)COS-TPC^ 

|@.^X.=3;^5KDNA5 h g^T^V'>^/V;^^Vi^DNA-TPCl ju g^y^^^^/Vv^r^ 
J^Wr^^293TmM^V9^^:^y^i^V\^fz.o 37°C. 5%CO -e— ifej##U EDTA-P 

2 

[0104] 3) T-T^V'^'f/V^OftM 

5 0 ^^10 0 ^fC, _hfB-e|^Mbfc#!^ai/ktC50ju 1(D10%FBS-DMEM^;!JP 

=17— <5^V=i— h24r>ji/V:/lx— hfC-^;rb-^^tt70~100%=«^:7/V3^>-h^-ej^^L 
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^2|fer>-r/V;^m^bfc:o a'9(D*BM}*^®^^^j$ife^^T. cell pack^b. ^DN 
[0105] 2^!>^/V>^?g(c:oV ^Tf^ . lOcmiX-Y— l/t^293T||8j}a (90%=i^:7/Vrc^/h) 

^^M^^b. J#*?Sr^^*0JJ^^telJUlb/Co tlIl|3lbfc*fflJi^|g(D— §|3{*cell pack^b. 

o 3^'>^/V;^IStCoV^-C{*. -^(^^^^ lOcmi/-^— l/J:i293TlHIS(90%=i^^y^/Vrc 
>^h)^30>^Mb. 30/zl(^3^'>-r/V;^»;!jP^iS^$iir/Co 3~4 0mi-^-C(D 

itBia^os^ttbfciir^amb. i^mm^^tms^^mui^tio m^mm^^. csci;^^^ 

iy^<felBaifeT'!>-r/V>^«M^fTo/Co)»MLfc'>^/V;:^{*$IJim^*MV>/cDNA 

i:-80T:-eiM:#bfco 

r5b-C. ±|B^cDNA^ti'6a<Z)T^V!>^/V><.^i^^— (Ax43C5H. Ax43C 
5L. Ax72-5H. Ax72-5L. Ax44BlH*5j;U?Ax44BlL) ^#fCo 

[0106] mmme r^m^wm^. (mso (pmm 

Bs(-) ^x^m\(Dm^m^m^\^ti^. ±m'wm^xx:^mmmw-±^^mu 

^^\^X50ml'^^—^('7r/]y=t>^±M)KM^. PBS-ei5fe#^(1000rpm. 10^) 
. j§*fflJ^ft&(20%|^^^^t;CS*fc{*FBS, 50ju M 2-ME. ^^i^V^X^hl^ 

±m'Wi^x^^/^)o ms^^33x:. 5%co X2mmmm^^. nmmm^m^u 
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[0107] _htE#*»(D5^CD45(-)»^^TcOj;5t-bT»LfCo ^-f . m 

^14(~21) 0 gOlBJIS^M^U 2%FCSMMDMT*3llI?5te?f^^^ IXIO^^JIS 
/ml(D^iST% 2%FCSMMDM(c::S!il^bfc:o #^tt/c«^^?g(lml) (eilO 
H l<DCi:>45^4^^^^—:^m^MK.. mUX-20^j^m4^^^=^^—hVf:io ^(D^. An 
toMACS(^^M^) (Miltenyi Biotec|±^) ^fflV^fC'^M^J3S^il?:fe^-J;'9. CD4 
5(-)m^5)-g|b/Co mhtltcmm^. CDllb(-). CD45(-)(^r^^^#m 

[0108] {2)t:hMSCC0mM 

thMSCfiKobune M et al. 2003. Experimental Heamatology 31:l-8(DtEtttCtA^o 

M) 37^, 5%CO , SP^^T-CJ^^b^Co 

2 

[0109] ^1ife#l7:^:/U;j-^-^#:3t^H^(DMSC^COmX 

(1) TT'V!>-r/v;^-<i5'^— l;iJ;5^A 

24:7a:::/1^— htaCR-^r>^S5fe<7)MSC (ICR/MSC) ^5 X 10''lBJia/'r>ai/V(Dii 
&XmW^. -^^fC|lii#ll5-e#fcAx43C5H*Dj;U?Ax43C5L. ^fcf*Ax44Bl 
H43j;tJ«Ax44BlL^^;JX^;JXl500pu/'JWJI&<^^^S-e;(JBX.. #^^$iirfCo 48Nf 



wo 2005/094846 



44 



PCT/JP2005/006189 



[0110] (2)3ii/i5'hi:27Kw— i/3^tcj;;5^A 

^^:7'9;?^5KpCAcc/72-5H*5j;r^pCAcc/72-5L. $>5V^{*pCAcc/44B 
lH*5j;U^pCAcc/44BlL^. #7°^;^^Kfefc:«92. bn&Mx.. thMSC 
nucleofector^5/h(Amaxa BiosystemsiiM) MV^, 3^3^#(D:/tih=i/vjc:^oT. 
U-23 high transfection efflciency^#T"C:3^V^hl37^?^/— iy3>':SrfTofCo %hfltL 

IsoStrip(n:y^>at.^VT^V^^^iy^;^|±M) ^-T^#:o^^iM^^b/c (|l|9)o 
[0111] [^8] 

as 

(^^i X jus/ 10 ^mm/A 8 







hn^l^ — S/'g > 




ICR/MSC 


ICR/MSC 


h h MSC 


43C5 


4 






72-5 




0.63 


2.8 


44B1 


0.15 


0.28 


2.8 



[0112] mwm^'':f^):^-^m(Dmwmir\z.mm^'^W'r:^fr.}f^<Dn\<DVi^m 

(1) mm^Mm^(Di.eiczmB^(Dmx 

S-e«l#. 33'C-ei2^r^. 5%CO T-ei^^b/Co LacZit^^^^m-rSTT^V'^^ 

2 

^/V^'l^i^iS'^— AxCAZ3-F/RGD^, 0, 1000, 3000, 10000pu/^|PIJJS(D^S 

-e\ 37°Cf^TlB#rBM^$-fr. 48B#rHmt-X-gal^^^ffofCo ^(Dl^^, 3000p 

(EllO)o 

[0113] (2) r^^^«-^(DDsRedit^^^(7:)^A 

DsRedjft'g^CO^Af^(*Nucleofector(amaxa biosystems|±$^) OHuman MSC 
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nucleofectorkit^ffiV^fCo W^. IIM0f|6 (l) -ep^b/cICR/MSC*fcfi^Jfe^!l6 
(2) -e|i^LfcfchMSC2 X lO^'fB^lOO l(Dh^^><>:7^i5^v^3>'^ V:7r— Jil^^L 

— v/g^(^i:ii^"'^i^:U-23 high transfection efficiency) ^ttofCo #^tb/c:|0JJS^6'^7 

o thMSC-ei5. 84%, ICR/MSC-CS. 78%t^mj:^MU^^^A^ 

[0114] mm.m9:^.-7°v:t>'mi.(Dmw.mummmmm. 

fflV^fCo Mm^. ;^i^Wt:"-obihiro^(:ib^at^^J:«9A#)(D10%J3g?L^j2/zl^ 

)o v^'f *x<^^^^>. i^^^i25 0^-ef;i{*. att^m^oAM6^?fe?fei^i|^l^5!E 

(Dm^^m^vfco i^mmK^mK^m^fi^u^m37--i44u 72-5. 

^^^m 1 2*5 1 3 K^ti^ti^ir) „ 

[0115] mi2t^hmh^^^j:tm. m^Mmx:^^KLu^i^-^vtiMM(DmmmmmK 

mmmumcwm^t^'^m:i^^^wcmibhti^(DicMu 72-5^/c{i44Bi^ 
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Mm^it^Xmhi!)H::WJ^L^X\^^fcmi3mm)o b/c^SoT. 72-5. 44B1#0 
[0116] mmmiO : MSC<D4^M 

m^^x\^^f^i^icK'^^^(^mm'^^^) t^m^fc^ prp^'^^-^mi4O0 @ 
(Dumz.^ mmmsx^mi^f^aczmmAsc^i x lo^ia^^b/co Prp^^^^m 

m\^x\^^^ti)nm\^fz.o u-z.i>^ox^ 'mkmQ^x.xiiQcD'i^m)^^. %mm7XM 
i^mcD^mtmmx^:^, 

[0117] mWMll:'^^:^-\lV^:^^irn.^<Di^m 

•Mmm^xntL^-^^^^zfv^tiy^w-iA^c^^ 72- 5*5 j;m4Bi) K-r§ 

^^(m/h43C5. m/'h72-5:j3j;t;?m/^h44Bl)^f^MbfCo th^#:<^^^M 

Ki-§^^}^. Shibagaki et al. 1998 Eur J Immunol 28: 1 125-1 133:Joj;t)^^ 
Shibagaki et al. 1998 Eur J Immunol 29:4081-409U^|B^(D;^&-e#fCo 't^i:^'h. 

m0^i)^h<DPNA.^^ :7;^l7— K:7'^^-x'— ^LTBa^J#-^28(Z):^IJ=f5<i^i/:^^K^. 

T-PCR?iti-C0f^(^^^^#fc(Linsley et al. 1991 J Exp Med 173:721-30#M) 
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[0118] [^9] 









m/h4 3 C5mm 


gB^J#^ 3 0 


gE^J#-^ 3 6 


m/h4 3C5mm 


mmm^3 1 


se^^j^^ 3 7 


m/h7 2-5m.m 


se^js^ 3 2 


m^mm 3 8 


m/h 7 2 - 5$iti3 




Bmm^-s 9 


m/h4 4B 1«M 


ifl^JOT 3 4 


ii;^j##4 0 


m/h4 4B lig^ 


iE^J#^3 5 


iE^J##4 1 



[0119] mmmi2:Mscmm.(D-^v±i^m^m^m.i3Xxm^^(Dm^m 

[0120] mmm 1 3 : M::/U:^>-lj^#:»^^^^^^^- J:r;^;f^:/';:^^;^#:4>^j)^MSC^ 

llii^y7-e#/c^:/y:^^^#:ae^^mMsc(^yx.f^ixio%)^. ^ 
Jg^J9(;ilE«<D:/y::^-^«^^>w«^;7<>j;i. mmm^mmm^^ (;??>i^Wt°— obihiro 
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(lb) ite^=3— KcD$im(;iJ;t9tulB (la) (Dmmtm—(7):^V-<^^V^=i—Vir^ 

mm. 

(ic) tifiB (la) *fcf* (lb) (Dmm<Dm.mK^m^^ir^7!)^. fj:i3mmm^^=^—\'^'r 

(2a)ia^ij#-^2. 4. 6. 31. 33ioxxj^35^^h:^j:^m^^hm^^ti^nm^^nmm 
mm. 

(2c) ffrtE (2a) *fcf* (2b) (Drnmrnmi^^m^^-r^^^K f^m%mm^'^^—}'^'r 

(2d) tulB (2a) ~ (2c) (D\ tl.;0^(D^^(D^M^. '^ftii^^(Dm}iK::^hV>i^^> 



wo 2005/094846 



50 



PCT/JP2005/006189 



(ia)BE^ij#-^i. 3. 5. 30. 32^x'c^34^^ht^^m^^hm^^n^Em^^t^mm 
mm. 

(ic) tuts (la) ^fcfi (lb) (Dmmmmi^^m^^ir^^^^ f£^mmm^^=^—}'^'r 
(Id) tffiB (la) ~ (ic) (Dv ^'rti7b^<Dmm(D^mm. *fc{*^<Dif>H-(-:^hy^^^^^ 

( 2b) jtf^^3 — K(Diim J: mm (2a) (Dmmt — (^^^y k^=3 - Ki-^ 
mm. 
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